1/12 



Figure i.-~-T^e~a*ni»»^€ld"M^ 

(A) RFB4 VH sequence 

E V Q L V E SGGGLVKPGGS LKL S C A A S G F A F S 

I I Y D M S | W V R Q T P F. K R L E W V A [ Y I S S G G G T 

|TYYPDTVKG[ R F T I S R D N A K N T L Y L Q M SSL 

K S E D T A M Y Y C A R | 11 S G Y G S S Y G V L F A y] W G 
QGTLVTVSA 

(B) RFB4 VL sequence 

D I Q M T Q TTSSLSASLGDRVT I S C [r AS Q D I [ 

|s NY L N | W Y Q Q K P V) G T V K L I. i Y [ Y T S 1 T. H s] 
G V P S R F S G S G S G T DYSLTISNL EQEDF aTy 

F C [q Q G N T L P W~7] F (J G G T K i. E I K 
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Figure 2. An*mrpa«S0n--«rtNKfferei^^ 
(A)VH 

I FR1 ~~| 

E V Q L V E S G G G L V K P G G S L K L S C A A S G F A F S 
E V Q L V E S G G G L V-PGGSLRLSCA T T G F A F S 
Q V Q L VESGGGVVQPGRSLRL S C A A S G F S F S 
E V Q L V E S G G G L VQPGGSLRLSCAASGFSFS 

^J£l I FR2 1 ^_ 

1 I Y D M S 1 WVRQTPEKRLEWVA 1 Y I S S G G G t! 

(WAS) WVRQAPGKGLEWVA 



ITYYPDTVKGl R F T I SRDNAKNTLYLQMSSL 

(GAL) R F T I SRDNAKNSL Y L Q M N S L 

I FR3 1 ^ I 

KS EDTAMYYCAR jHSGYGS S Y G V L F ATI W G 

RVEDTALYYCAR (DOB) W G 



I FR4 j 

QGTLVTVSA 



Figure 3. The - complete amino • acid • sequence of. .the, ,FR-patched REB4. 
immunoglobulin. -CDR's are boxed. Human framework amino acids- that- differ 
fro m th at of tlie corresponding murine frameworks -are-in-bold. 



(A) VH 

E V Q L V E SGGGLVQPGGS LRL S C A A S G F S F S 
I Y D M~s] W V R Q A P G K G L E W V A | Y I S S G G G j ] 
TYYPDTVKgI R F T I SRDNAKN S LYLQM M S L 
RVEDTALYYCAR [hSGYGS SYGVLFAY[ W G 
Q G T L V T V S S 

(B) VL, ■, ' 

D I Q M T Q SPSSLSASVGDRVTI S C |r A S Q D I [ 
|S N Y l"n] WYQQKPGKAPKLL I Y |y T S I L H S [ 
G V P SRFSGSGSG T EFTLTI SSLQPEDFATY 
F C |QQGN T L P W~¥\ F G G G T K V E I K 
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Figure 4. SDS^rAGEwnriysi^^ 




1. cRFB4 (reducing) 

2. hpRFB4 (reducing) 

3. Size Marker 

4. cRFB4 (non-reducing) 

5. hpRFB4 (non-reducing) 
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Figure 5. FtovreyHnttetrjrsmalys^^ 
bmmm Btrrkit fcyiirphom u rail li n e; Raj i ce ll s: 




FL1 -H 
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Figure 6. A^mpetjiion-brnding assay comparing file specificity and affinity bf 
cR3FB4- en&fap&FB4.'-»An irrelevant anubodywas used 'as & control. 




Woticemmtmm'Of Competitors (fig/ml) 
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Figure 7. T*e^miw<«'Cid"seq«en-ces^r--tt«~variabIe regiow of t he hta r y Uiaiir 
{VH> (A), and the light-chain- (¥I-,)(B) -of the awt«-CI>2& *u«l>ody ; 1FS. GM^s 

(A) VII 

Q V Q L R Q P GAELVKPGA SVKMS C KASGYTFT 
j S Y N M H | W V K QTPGQGLEWIG |a I Y P G N G d| 

[t s y n q k f kg] k a t ltadk. s s s TAYMQ L SSL 

TSEDSAVYYCAR |^"iT V""'g^T^"V"v D Y F D y| W G Q 
G T T L T V S S. D 



(B) VL 

Q I V L S QSPAILSASPGEKVT Ml C | R A S S S T] 
[ S F M H j WYQQKPGS S PKPWIY | A T S N L A S J G 
V P A R F S G S G S G T SYSLTI SRVEAEDAA T Y F 
C [ H Q W S ~S N P L Tj FGAGTKLELKR 
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Figure 8. A-compa-risetroMiffeiwirt^ 

of the httnxtn framework • is indicated- in - pa-r-csthcsis on the left of each. 
(A) VH 

| FR1 ! 

Q V Q L R Q P G A E LVKPGASVKMSC K A S G Y "J F T 
(LS2-CL) QVQLVASGA E V N K I s G A S V K V S C K A S G Y T F T 



\S Y N M h| WVKQTPGQGLEWI G |a i Y P G N G D 
(NEWM) WVRQPPGRGL E W I G 



I"tsynqk.fk.gI k a t 



R V T 

RAT 



' A D K S S 
- A D K S I 

' V D T S K 



S T A Y M Q L S S L 

S T A Y M E L S S L 
A' Q F S L N I S S V 



T S E D S A V Y Y C A R ISHYGSNYVDYF D Y 1 W G Q 

R S F. D T A V Y Y C A R (4C12'CL) W G Q 

TAADTAVYCCAR 



FR4 i 

G T T L TVS S D 

g t r v r v s s - 
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Figure 9. Tl*@«-8»H<K»d#^q*en«es4«xJ:^ of the 

Hu man fimm * * »u i k aiiUiu i acid* that diff e r fr< mi th at o f t fa a -coxrespaadi ijg > ; 

(A)VH 

Q V Q L V A S GAEVNKPGASVKVS C K A S G Y T F T 

fs" Y N M H[ W V R QPPGRGLEWIG [a I Y P G N G D | 

[T S Y N"^"kFK G| K A T L T A D K S S S TAYMQL S S L 

T SEP S A V Y Y C A R | S^TV^lT^rT" V D Y P D~y| W. G Q 

G T., ; :ff i! V T V S S - 



I (B) VL ■ 

pj 

* D 1 Q L T Q S P S S L S A S V G D R V T I T C [ r A S S $ l] 

W 1 S F M H | WYQQKPGS S. P, K P, W. I Y |A T S N L A S| G 

jj? V P S R F S G S G S G T E FT L T I S SLQPEDFATYF. 

W C | H Q W S S N P L T | FGAGTKLTVLR 

b 

en 
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Figure 10. Abm a o ac i d st qin n ue uf an a lk i native dc sign-p f - PK-pa tc nca va r iff ftfre-— ~ 
arnhnrtttttRrthat 'differ Tro'im" tM^rM^h^t>vrespm4mg^mifttm^ma^&¥ks^%4&, 

(A) VH 

Q V Q L V A S GAEVNKPGASVKVSC K A S G Y T 

| S Y N M H | W V R Q P P G R G L E W I G [a I Y P G N ~G D| 



|t S Y N Q K F K G| R V T ITADKST S T A Y M E L 

RS EDTAVYYCAR |s H Y G S N Y V~DY F D y[ W G Q 
G T,.T V T V S S - 



P I Q L T QSPSSLSASVGORVTI T C | R A S S S I 

l.S F M H | W Y Q Q K P G Q A P V P V I Y |a T S N L A S-| ( 

V P SRFSGSGS G T EFTLT I S SLQPE'DFAT-Y! 
C |H Q W S S N P L T | F G A G T K I. T V X, R 



